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[mm 1 3 wmmx y<^mt , ? 

[fB*Jf2 3 9^P»* t . £ttttft#. ScStttftB, 

[»*JB4 3 7?-fe7'?-g|?A>\ 9 9 V*+ KSHH* 
k 7 S y»g< te7 S / KfSSftk jWS£ l,fcft£«K 

9y^9Hte07<Mt1fm. 
[000 1] 

[f&HJ!?>JR-f ss«f^BJ *mii. tfa-nv'fyy 
Slfcfl?i«^3*«HF (IMtttT*oTt>J:v*> KM 

tst»oT*s. mz. *mtost% y <mui^ 
n9%ammm^wmmx'hh. &nm, mm 

-9 y*9$m.m*?9 >^9M-9 ywmasto 
[0002] 

WM(r)7KMtMi. 35 S, 3 H X i«Ck^oJtifclt 
it^?5^Ufc75>M»*»ll^KE9&*-li:* 

<r>i. t >%{>ntl t hh. Ti9®<D0iSy<?>e- 75 /a 
y£totfiNA£xxfvi4££$tf£t<0 (t'^H-y- 'J 

i^f-yit-th. mmma. nmmt* ^yyu 

y£ftL. T)\s*)V7*X7T9-*tXY\'7VT\i 
4 H>J*mZ&->X . atRS^Sr^SfS (Promega tt. 



(1993) Technical Bulletin, No. 182. p2) . d<^^ri£ 
(-70*CT'6*fl) -c&o. flWat*«T**. 

m\x'hh. zbiz. mmtiKfyvmi. m.^ 
•j isymmtfttryx'&mtix^htiitobz. w&a 
t a 5 t> «0 k S5ft i x v ^ BTtttt # * 6 . 

[0003] 

[*»WKft Li ok-r sum] mm 

fflm%&XV&MMlzm&®M9y>'i9n<r)7'Vi> 
fcicfcvvc, DfifiTft*. 2)88fWrft*, 3) 

i>. 4 ) at&gftotttg. m&t&m* 

[0004] 

nv>fi/yoB«lffe6». »K»Kl<M>.01juM T. ffllR 

£M%.4*-is7i-7'{-?~x'm*-mz>ztx\ %mz 

&^X&imft>tit:i>cr)X'$>i>. TZtoh* *m 

*)tch9 y^7 m^youut^mzmfh tw* 

[0005] 

ft® * fc UKItlgiMdi «(^MMfttMmrtl^6%ft 

h99VJt7-nm& mm. v*-a-?ji,yzt: 

[0006] i) r^^j omyembixii.. m 
iii7)i<*u**4 ymitmi htihif? ivav*:* y% 

i/v&yik nbd ^]^rk') T'S>^fin(5l^St>OT'*)-5 
[00073 2) r^A^j fctt, 33 P, 32 P, 35 S 
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mmmmm. mm. o%m&m. 9 

y^9«. ^n-v. mm. Bins, &m. xvx+u 

[00 08] 3) *fm<n r77*7?-&} t LX 

mmttiwb ix. it^mst ixr i h 

^Srlf-f.&ea-nV'f (Puromycin ) , 3'-N- 

rsyrx^h'a-o-?^ vyrsy^^UTfxH (3' 

-N-Aminoacylpuromycin amine-nucleoside, PANS-T$y 
•jy<0PANS-Val, T7-y«0PANS-Ala» -?-^fli!. £T$ 

/B?t*Mrf spans- ^rsy^w^ns. 4^, 

5 F*S£T*0&#o£3'-N- 7^J7i/)V7fJ^>7 
z^J Z9\s^i/¥ (3'-Aminoacyladenosine aminonucle 
oside.AANS- TS^IS) , fcfcitf, TS/Sgfot^U 
i^yc7)AANS-Gly s A y >-cr>AANS-VaK T7->-<7)AANS-A 

ia, -eofe. ±rsy»ti*©t&AANs- ^rs^a** 
ISrlTf > 7$smz&Mlt:{Vm& l Rm 

G?im*fc¥mzm^m%m®&%i>tKxm 
mt&^btfx'^h. 

[0 0 09] 4) ti-ov^y (0i<di co-fts- 

W tiifflM (Nathans, D. (1964) Proc. Natl. Acad. Sci.U 
SA, 51. 585-592; Takeda.Y. et al. (1960) J.Biochem. 
48.169-177) ti XT/mm (Ferguson, J. J. (1962) B 
iochim.Biophys.Acta 57,616-617; Nemeth.A.M. &; de 1 
aHaba.G.L. (l%2)J.Biol.Chem. 237,1190-1193)?)? 

•? a i, vtrmmt 7 s y r vmrna^ & t aia l x \ . 

X. 0XV-J±<DP-?4 hlZ&'&LXl^'VmSlWR 
NAiRJtJU Vf^ea-ov-f LT 'J #V 
-A^^aWH-ftfeA^w^^jf^jaW+BrSitS (Ha 
rris, R.J. (1971) Biochim.Biophys.Acta240, 244-262 
) . 

[ooio] 5) U>L#?&BJI(eJ:*Uf. ^-yv^s^ 

h7yx7x5- fe'£O^ffl^J:0. ta-n?^y*f 
^itH? k«*U«r*»4. 9 >^9^cnC^km^th 

[00 11] 6) ZtoZk&XBtllZMZ. t?7$. 

sMb&wi7zsmizmviu^vm&%mm?z> 



<m®wmk&m*n-t&®m. man. vxiswv 

xWrCpPur , 01 C0U(Dik&®>) . 
*i/j^fi//U£jL-ov>f i^y(dCpPur . 01<7)III O 
. f^^'Jy^a^-OV^ xXdUpPu 

r . nioivco-ft^j) £^&-f s^sa^s. 

[0012] 7 ) rCpPurSr^-rS^Wi, fa-D 

a. mmmm2-£z>zkiz£*)mzktfx-z 
h. pwmw£jcj.o . dcppw^ppurt-a*?**. 

Clil<a<04l:^!l& 7-— 33 p — AT PffttTTWJ 7 7 

•ess. 

[ 0 0 1 3 ] 8 ) 2 fcUJ^awfti*flJBIE5fliR 

mitf±mnmMfm^mmmzto^x . 

-9-km*<r)9>^9%<r)a-T4 >9ffi&i%tS? 
yXS. Kx ^tfT7To^-^-i:f-^Ph'df 

te£»rtc «t 6 SIR J? fifc ^ y v ^ ««5^wtlcov vt 

(t(7)^ftl2kDa)c7)C*S{- 33 P-rCpPur*^ 0.1-1 x<M 

o«S^-tBH«(c*S^Utv.4ik3&J*)3&>->fc (0 
3) . 33 P-rC P Pur^t'{CJ:&^^K=Jfi>y0^^y 

(Nuclease treated Rabbi treticulocyte lysate) 

^ . SStSttg 7 ^/HtKii^S^F 1 uorpur F 1 uorthi opurCO 

fmm.it. ^^m^smmthm<DjkX'm3-i.o 

[ o o 1 4 ] 9 ) 7^<;HiBv7)a/? wmnsKcotm 

Lay/Mtu^y* 79*r9-mtlX7$;WLh 
&wi7i;mzMMLMt*mmitm^t6m. 

Witt ta-07^ £»S-S^ M#5r-fb^^fafe 
LfclS3lfitt<09<Mkfl:^«. 0iJ^.{fFluorpur (02O 
1 c7)^tt) tFluorthiopur (02c7)I I^C^l) 2rft 

1 0 ) FluorpurtFluorthiopurtitf a— D"7M v^i: 7 

C t «k 0^1. £ t |> . 

[0015] 11) ®mtt:iiMmM<mMM&m 

9V. (l^ttO^^l^kDaXOC^CFIuorpuribSV^ 
(iFluorthiopur*J. 0.3-1.5 ;uM <?)iftgffiHTBfl«it«S 



GLT^lZttftofrit: (114 ) , FluorpurtFluort 
hiopurfcj: ft y^M^ 

^-t^rffl^Jlll^ttajiK (Nuclease treated R 
abbit reticulocyte lysate ) ^J^H^tttfiSSfcffl^ 

g&F 1 uorpur fc F 1 uorth i opur<7)&3§i§|Jg{;i . 18$ 
^jOBRttasa^SRttiO. 3-1.0 AtM , *JUBFtttlUfia 
&T1410-50 juM "Cfcofc. 
[00 1 6] 

t * ^^®oc*ata^scitfigT-7^-rft - 1 

(cUSS-Tftifc^ffiCfft. 
[00 17] 

[Jtllfl] KIT, *5KH^*0lfc:J:OSfetaftWt: 

[0 0 181HNIM1 

< 1 > 5^Wb{fc£ft<0MH 

(a) rCpPur (ribocytidyl (3' -» 5') puromycind I) 

$tfl : tj.-D7^i/y (puromycin, 3'-( a-Amino-p 
-methoxyhydroc i nnamami do] -3' -deoxy-N , N ' -d i methyl ad 
enosine, I) rC- 'l-fTSM h <N» 

-benzoy 1-5 ' -0- (4, 4 ' -d i methoxy tr i ty 1 ) -2 ' -0-tert-b 
uty Id i methy lsi ly 1 ) -cyti di ne-3' -0- (0- (2-cyanoethy 1 ) 
-N, N '-dii sopropy 1 -phosphorami d i te) ) , dC- 9 
T\?4 h (N4-benzoyl-5'-0-(4, 4 '-di methoxy trity 
1 ) -2 ' -deoxy cy t i d i ne-3 ' -0- (0- (2-cyanoethy 1 ) -N , N ' -d 
iisopropyl-phosphoramidite) ) , dU- / <— fTX^^ 
Y (5'-0-(4, 4'-dimethoxytrityl)-2'-deoxyuridine- 
3' -0- [0- (2-cyanoethy 1 )-N. N' -di isopropyl -phosphora 
midite]) (ittltfiB*/*— V7T<7frt>. Thy 
V-Mi B* S 'J jJ?70» h . 7 y -ffcr 1- 7 7*?-/P7 >t 
-^AtiT^H'J •yf-* 1 ^. QAE— te7 TT7 7Xl£y r 

I 0 0 1 9 ] -H& : ea-07^f v> (50 mg , 92juido 

i ) $2 ■i«)«*t:ys'*vfcsa»u «et-wr»s 

tf. BWcStfft. iOHfP*3IH« l 3jBt. Clixtci5 ■ 
1 <r>KL=fVyV-M 7-tb-hV)l-®mt rC- <- 
775^-f hSrjD*.. . RJfittS/y* 

y;K7)?fii?nvh^77-f- (TLC , mffl®&: 7U 
07t;U : >^y-;P=9:l) T'*x?-- fft. SIS, 



( 4 ) 1 1-322781 

y/ *PgO:40:2£*A»LfcS»3 ilftli, S»TlJltf3 
tf&#^£ji!cL*:*X7r4 h- HJx^-f/I^IMkS 

no7*;PATfta5-rft. ttta«ttai*«»v^*i/«> 

iXii/V#y l )l>tiyJ±t>a-?h?y'7 j-lztm. ?u 

^tzVXi/riSl^ i/y (CpPur ) (iv'J 
#y/HLC (Sra^j« : ;dd7*W : 
9:1) TRf 0.32 Wfc d^CJSifJSftft. »{CfiUKfi<0 
Mrfia. ftTOOO^fc'Jtfi/^xA'lfa-OV 

4 isvzmwx m$i7mm).5 ■l-csa-c 1 «ia*[!ai 

L . UK h 'J y-Mt? ft . WteJSJETTSlV LfcflL 
«7>-*x7yK/ x*y-/U-2:W5«£*»K>.5 mlSrflQ 

tlM<97 y -ftr h y y h y t H □ 

7^yJ§jg0.5 mlSrjDi.. 2'-0H mz-OWX. ^ftt-buty 
ldimethyl si l yimtmum? ft . »^S« fcSJEFFC 
il^SBU SgP^QAE-(r7r7 i -y^X<7)^7A^nYh 

^-fc*»tt. 0-0.5 m &)h yxf-^rsy^Ka 
taatis-tt-ft. u^i/f-^tA-o-?^ vy*no mg 
ft^fcti. *?u7~tf> iiM:T5^5;yke*-D 

V>f vy-S'-UVK^fi^^ilft^ii:. MALDI/T0F 
VXX^? ho^b'J-T [M+H] * «0^-f5fy*>' 
m/z 777 (C^*)ilft^t*^|ilS$iX?t„ dCpPur (deox 
ycytidyl (3'-* 5')puromycin(IIl) fcdUpPur (deoxyuri 
dyl (3' - 5') puromycin(IVH2dC- K—?Tiy<i h 

( N 4 -benzoy l -5 ' -0- (4 , 4 ' -d i me thoxy tr i ty l ) -2 ' -deoxy 
cytidine-3'-0-(O-(2-cyanoethyl)-N, N'-diisopropyl- 
Phosphoramidite] ) fcit^dU- K-tTiyj h (5'-0 
-(4, 4'-dimethoxytrityl)-2'-deoxyuridine-3'-0-(0- 
(2-cyanoethy l ) -N , N* — di i sopropy l -phosphorami d i t 
e]) tVz.-w?4yy$:ZtL?tlliimi$UzlX±Ml 
WrCpPurfc^<H««r*Jfe-C^jfi, HJg^^lfc. 

[0020] ( b ) 7/M-U-fcxy^ ^*ta-07 
vy(Fluorpur ( V) 1 7;l/P)"Hrx;Uf-7j-7 
vX(Fluorthiopur, VDOTOS 
: ta-D?>f (puromycin ) tii/^V* 1 ^, 
7;l/5fW^''f h (6-N-carboxy-di-O-pivaioyl-f luoresce 
in-hexy l-0-(2-cyanoethyl ) -(N, N '-di i sopropy 1 ) -phosp 
horamidite) (iB^A*— feTr-f 7*»4>, f b?/-^ 
(iB*5U^7*^, TETD (tetraethylthiuram disulfi 
de)(iABI *^f>, 9v?\-m> x )*l7 t M&X)V?frt 3 1 : 

[002 1 ]^: If a-nvf (26 mg , 48Mmo 
1 ) £3 il<3lHit';s;vfc**>U «ETT'^?6$ 
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0«r h T/-/W 7-fe h- h y/UJSat 7 7k* 1^4 

?n7h/57^- (TLC , gH5i§&: ?D07*/1, 
A : ^^y-;k=9:l) ilffi. £Jfcte2 

*F80:40:2t»*»Lfe»« 2 ml Jni. SffiTlttfS-tt 

o7*/k&-ci*ait-&. aiajiSttii^BSire^i/^A 

£^y#y/k$5A?07h^57 4-te;Mt. ?od 

l^Fluorpur{i^y^y;l/TLC (BB£g*X: ?on7* 
;k& : ^^y-;U=9:l) TRf 0.26 Oi: ,I-5£jtaj£ix 
■&. KfcfiafficOKfitafcfrd. flJSS^o^Fluorp 
ur^igryt-T?]":/ x^y-;U=2:l<OS-&JSSE 1 ml 
CjD*, S/ryxf-;PSSr^i-tl,i:Fluorpur(V) 
36*7ng tt&ft*. £)&a#Fluorpur(V) Tftftifctt, 
*<3pH 90?§?S<7)^™?R1RX^^ Wk#272 nm (t 
i-PV-f x^g|5i*) i494 nif^^l/t-fyaii 
*) t3S*)it5i 1 1 , MALDI/TOF hD> h- 

U-t'[M+H) * MFHXVtWz mQV3AhtlhZt 

[0022] FluorthiopurtiFluorpurt piat&Tj 
tf&tiltf. fa-nv-f v>-t7;k*k^ h£#-y 

7r-f b- Mjxxrn«ft$tfSfc^a 5 fl>$:l>. 

/ **y-/u=90:ioT»aiStfs. fiaiaoov^Fiuo 

rthiopurtii/U^yMLC ?DD7t;l/ 
A : ,X?7-/k=9:l) T'Rf 0.33 <7)k Z £K*gifJ3*l 
4. iKfcfi8B&OKflHI£frd. fiHWWOVVfeFluorp 
urS-STy^xr*/ x*/-/l«2:WDfi£SM[ 1 ml 
tCflDx., 0- xT7X^;Ug£|^t&iFluorthiopur 
<VI)#6mg nt>tlh. ^AjWluorthiopurtVD-C*!) 

2 nm ( tTa-trr-f i/ygB&Jfc) £494 nm ( 7;k*U-fe 

4 t^iXl>wt MALDI/TOF VXXI? 
hnXM)-T(M+H) ♦ Otf^fM^-yj&Wz 1026£&b 

[00 23] (2)77^5 KOBOB 

5 #**14 kDa, J!»tt«)»?»12kDa)*>3~7 t 

< y^mm-ktiryx s. h (pT-Trx)«afl5W8f30JW) 



OBL2KDE3) fleT**. 77XJ V{p1-lrx)£Gth*: 
|gfflOBL21(DE3) 1*5rLBtgtfi-C'^D7A7 
(S&««34;ug/ml) #£T, 3TC, lOSEKBtU 3 
-MMBtcJ: VmftimLLfi:. KDNA tttSft* 

i"7A**ajI5S'1>ifc (HiR ■ ttSliDNA 
H^y_ h . S^Uffcil, PP. 63-67 , JEttl^Hf , 19 
91)t«t')fll8Lfc. 

[0024] <3> fywstcoj^iiJtWim 

(a) rCpPurSrfflU^^yys-^Sco^^HL 
rCpPur(30 pmol ) ^r- 33 P-ATP(9.25 MBq) c7)#35tTT* 
T4--KU77U3rf-F^rt— fe'(10 xx-yh) tiOU^ 
IHW4. RJBftmiJTCn B$^„ SUS». 70TTC20 

mm&<r>Kmm(25 vDwrnsL: *Biffis3o ttaja (•§■ 

T7RNA *fll^5— tf) 7.5 //l „ ^HaS30 /l/S'/? 
X 10 /zl , T5/K?g« 2.5/xl , RNase ffi^J lu 
1 . 7-7XS H (^kK^fv^) 1 /ug . ±ie"p- rC 
pPur 0.0003-0.3 uM(&&mg) . nyhD-;l-i:Lt 

ft(Cl!5SDS Sr^tf^«?g(pH 8)SrSD^.. 90«C. 5 

$mix®MZ-£. sds-15% ^'jr^u;kT5 vy>v% 

BAS 2000)-e?HJfLrt:. 33 P-rCpPuHC<};|)^-^^K^x 
ytf)9 y ^Wk*W / <fca** < H3 33 P-rCpPur*»' 
0.3 uM cr>m%(?)b 12kDa (OUtltO^ftOfirM 

$ . ^ cO*Sllli 3 3 P-rCpPur*>"f- * kh'^f^yOC* 

kDaCOVN> f^-> (fil^iaK 1.2^M)T5 

</WfcLfc«^T«,ttassiut (03) . mmmtz 

X 0, "P-dCpPur^P-dUpPurtf-^K* k>-COC* 

[0025] ( b ) Fluorpuri:Fluorthiopur5rfflV^^ 

FluorpurfcFluorthiopurtfO^TT'^^N^KO^Tt^ 

5 /xDOffiA : *J»30 ttHJ?g (^T7RNA 
•fc?) 7.5 //I , 7cKfflS30 TVS y^X 10 /ul . 7$ 
Smmti 2.5u\ , RNase ffi«#J lx/1 . 75^S H 
(^jfkK^i/y) 1 . Fluorpur (S&ig£ 0.036 
-1.44 /*M)J>|><,HiFluorthiopur (fi^SUS 0.036-1.4 

4 juM). 3'TCT30»Ri6*fi 1 ->fctt. 7-feh>"Cim$ 
-t±-^ ftfSfttcUSDS $r^^«?S(pH 8)$ranx. 90X;. 

5 MttfeMJSl/CifflllS-*, SDS-15% ^U7?U;k7$ 

h yfrmsmtttxm t . + (fi uori m 

ager 585, Molecular Dynamics) T'^kVN , 7K^7t''< 
VHtaWJLfc. ®)SjSft«488 nm, ?Bt^«520nm 
TaJSLfc, FluorpurtFluorthiopurt'f-Jf U H^f i/y 
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$-«*5<;WbL^^A J H4 X'hh . Fluorpurt Fluo 
rthiopurft^O.36-1.44 nW Ol&£l5HT'*E|]?)jl.Jttt 
0#?ttl2kDa <0fil§K3btt4?)Ay F^fcttSft*: 
(H4cO±Ki:4 J S) . dO&£teFluorpuri:Fluorthi 

ftl2 kDa) (TK<7>*ft&gi?-*U F^y^V F# 

FluorthiopurtiFluorthiopurJ: 0 ^^$<t < SX 9 i&£ 

[00 26] FluorpurtFluorthiopurtCt^^-^-W 

£fttttB?K (Nuclease treated Rabbit reticulocyte lys 

ate) ^m&&&m*m\^ztemwmMmkx% 

Ml £ tifz . 5 ^Hb^'^^F 1 uorpur t F 1 uorthi 

opur^fta?g«{i, 'y^mm^ssmmmmcoTkX'i,^. 

3-1.0 //H , /J^fl^ttU5«[^TttlO-50 ,uM T'&o 
[0ffiOf5J#&tttHJ] 

[01 ] t'a-D^-f 

it. I tePuromycin , IHirCpPur, III (idCpPur, IVti 
dUpPur?*£. 

V WiFluorpur, VHiFluorthiopurT&l) „ 
[03] ^l/K^f^y^C^ffl^^ap-rCpPurcT)^ 



Wm®V$k*m\ 0.0003 , 0.003 , 0.03 . 0.3 fxW 
*>«P-rCpPur?rtET, 37*C, 30#|gcOKJ5K J: *)'ftbtl 

«Tfc «k 0 f-*U F* isynyOUfctfr -> fc t 

[04 ] f-JTW y^C*lg^ta-o?^ 
<^3ttt^^*lOS^S-^tm^*ii^K-C* I). y< 
MWi, *»«OJllllJfi«9HK**fflV\ 0.036 . 0. 
072 , 0.18 , 0.36 , 0.72, 1.44/uM Wluorpur&MH* 
Fluorthiopur^T, 37'C, 30»Hk3RJ6fcJ: Offfcft. 
fc. ±&«FluorpurOi?Jg<7)§£#£^l, ^StiFluort 
hio P urc7)i8ScO^#Sr^-t. fcWUf-sTU F^S/y^ 

fe*"C*4CBB "CJfefeUrfcWai. TK«5-#£<?> 

( 75^18135 R£. kDa, SfiKt<W«12 

kDa)C03-fV y^^5r^tf r^XS F (pT-Trx) 
*IS»?)BL21 (DE3 ) tt£ LBigifiT'? n y A 7 x -3 
<fi&igj£34//g/ml ) #£T, 37TreiPTC«aiDfc:J: 

jUttt^^SmDa Offifi(Cf^kF*5/ 



[03] 

[ w P]rCpPur(nM) 

1 1 p5S]Met (nM) 

i ? M i 

o o o o — 



12 kDa- 
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[HI] 
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[02] 



5 

O 
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[04] 

FluorPur (|iM) 
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□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 



^1 FADED TEXT OR DRAWING 

□ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

^TlINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 



BEST AVAILABLE IMAGES 




